Tween 20 and 0.5% horse serum, the paper was incubated with PMA2
for 2 hours at 22#{176}C. The paper was then washed extensively in PBS and further incubated with avidin-biotin-peroxidase complex23
for anti-mouse IgG using a Vectastain ABC kit (Vector Laboratories).
The activity of bound peroxidase was visualized with 0.5 mg/mL diaminobenzidine and 0.03% H2O2 in 50 mmol/L Tris HC1, pH 7.4.
Protein iodination.
PMA2 monocbonal antibody and human fibninogen were iodinated with Na'251 using iodobeads according to the method of Markwell.24
The reaction mixtures were applied to a Sephadex G-25 column to obtain the proteins separated from free 1251 The specific activities of '251-PMA2 and '251-fibrinogen were 759 cpm/ng and 39 to 53 cpm/ng, respectively. The iodinated proteins were stored at -80#{176}C with the addition of an equal volume of 2% BSA in Ca2 -free Tyrode's buffer, pH 7.4. The '25I-fibninogen solution was 95% clottabbe with thrombin and was used within 7 days of preparation.
The protein concentration was determined by absorbance at 280 nm, assuming values of E' O = 14 for mouse IgG and 15.1 for human fibrinogen.
Platelet preparation. Venous blood was drawn from healthy volunteers who had not taken any drug for 14 days into a one tenth volume of 3.8% sodium citrate. The collected blood was centrifuged at 150 g for 10 minutes to obtain platelet-rich plasma (PRP). Three milliliters of PRP was applied to a Sepharose 2B column equilibrated in Ca2 -free Tyrode's buffer, pH 7.4, containing 3.5 mg/mL BSA and 5.5 mmol/L glucose to obtain gel-filtered platelets (GFPs).3 Platelets from one patient with Glanzmann's thrombasthenia were also prepared in the same manner.
Plateletfunction testing.
For studies of platelet aggregation and ATP secretion, both PRP and GFP were used. GFP was suspended in Tyrode's buffer, pH 7.4, containing 3.5 mg/mL BSA, 5.5 mmob/L glucose, 0.5 mmob/L CaCI2 with or without 200 g/mL fibrinogen.
The reactions were initiated by the addition of PMA2 to the platelet suspension and were measured at 37#{176}C with constant stirring at 1,000 rpm in a Lumi-aggregometer (Chrono-Log). ATP secretion was also measured under nonstirred conditions. For studies of thromboxane B2 synthesis, GFP was incubated with PMA2 for 20 minutes at 37#{176}C under nonstirred conditions. After the reaction had been stopped with Tyrode's buffer containing 5 mmol/L EDTA and 500 zmol/L aspirin, the reaction mixtures were centrifuged and the supernatants were measured using a radioimmunoassay kit for thromboxane B2 (New England Nuclear). (Fig 1 B) (1 jag/mL) 
